The culture conditions for MIN6N8 insulinoma and primary islet cells from C57BL/6 or ICR mice have been described (Suk et al., 2001) . NIT-1 insulinoma, N1E115 neuroblastoma, NIH3T3 fibroblast, RAW264.7 macrophage, HEK293 cell lines were from American Type Culture Collection and cultured in DMEM-10% FBS. Primary MEF were isolated from C57BL/6 or C3H/HeN mice by harvesting embryos at embryonic day 13.5. The embryos were dissociated and MEF were cultured in DMEM-10% FBS. Cultures were passed 1:3 after reaching confluency, and experiments were performed on cells between passage 1 and 2. Peritoneal macrophages were collected from mice 3 d after injection of 3% thioglycollate (Difco) and cultured in DMEM-10% FBS. Recombinant mouse IFN-γ and TNF-α were from R&D Systems. Adenovirus expressing human IκBα-superrepressor (SR) whose serines 32 and 36 were replaced with alanines (Ad5IκBα-SR) and control adenovirus (Ad5LacZ) were propagated and used as described (Chang et al., 2003). A pancaspase inhibitior, zVAD-fmk, was purchased from Enzyme Systems Products. All other chemicals were from Sigma unless indicated otherwise.
Immunity, Volume 27 co-transfected with 0.5 µg of murine MyD88(DN) or empty pcDNA vector together with 0.2 µg of pELAM-luc and 0.02 µg of pRL-TK plasmids using FuGENE6 reagent (Roche). HEK293 cells were transiently transfected with 0.5 µg of murine TLR2, TLR4 or empty vector together with 0.2 µg of pELAM-luc, 0.02 µg of pRL-TK and, where indicated, 0.2 µg of CD14/MD2 plasmids. Twenty-four hours later, transfected cells were left untreated or treated as indicated.
After incubation for 6 h, cells were washed and lysed in Passive Lysis Buffer (Promega). DualLuciferase assay system (Promega) was used to quantitate both reporter gene activities in each lysate. Results were presented as firefly luciferase activity normalized to Renilla luciferase activity.
DC Preparation
BMDCs were generated from bone marrow suspension obtained from femurs and tibias as described (Lutz et al., 1999) . Briefly, bone marrow cells were cultured in DMEM containing 200 U/ml of granulocyte-macrophage colony-stimulating factor (GM-CSF, Endogen), and the medium was fed with GM-CSF on day 3. On day 5, nonadherent cells (DCs) were replated at 10 6 cells/ml in 6-well plates and treated with SN cells (1 × 10 6 ) for 18 h. Cells were harvested and analyzed for surface markers gated on CD11c + cells. DCs from the spleen, PLN or MLN were purified by positive-selection method using magnetic beads coated with Ab to CD11c (Miltenyl Biotech) according to the manufacturer's protocol. The purity of isolated DCs was routinely > 95%.
DC-T Cell Coculture
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To measure T cell proliferation, CD4 + T cells were purified from the pooled spleens of NOD or BDC2.5-NOD mice by the negative-selection method using a MACS CD4 + T cell isolation kit (Miltenyl Biotech) . Purity of CD4 + T cells was determined by FACS (> 95%). For CFSE assay, CFSE-labelled CD4 + T cells were incubated with graded numbers of pulsed BMDCs ( Figure 5B) or purified splenic DCs ( Figure S7C ) at the indicated times. Proliferation of CD4 + T cells was assessed by measuring CFSE dilution on a FACScan. For thymidine uptake assay, CD4 + T cells were incubated with pulsed splenic DCs ( Figure 5D ) or purified DCs from the PLN and MLN ( Figure 6C ) at the indicated DCs to T ratios. Figure 5C ) or splenic DCs ( Figure 5E ) were pulsed with apoptotic or SN cells and then incubated with naïve BDC2.5 CD4 + T cells at the indicated DC to T ratios.
After 3-4 d of co-culture, the supernatant was tested for IFN-γ release by ELISA.
Insulitis Scoring
Paraffin-embedded sections of the pancreas were stained with hematoxylin and eosin, and examined by light microscopy. To determine the severity of insulitis, 30-50 pancreatic islets from three or more parallel sections of different cut levels (at least 40 µm apart) were analysed per mouse. The degree of insulitis was classified into four categories: 0, no insulitis; 1, peri-insulitis with or without minimal lymphocytic infiltration in islets; 2, invasive insulitis with islet destruction ≤ 50%; 3, islet destruction > 50%.
STZ-Mediated Induction of Diabetes
Diabetes was induced by multiple low-dose of STZ as described (Elias et al., 1994) . Briefly, 30 mg/kg STZ was injected intraperitoneally to 7-to 9-wk-old male mice once a day for 5 consecutive days. Nonfasting blood glucose level was checked twice a week using the OneTouch glucometer. Mice were considered diabetic if the blood glucose levels exceeded 300 mg/dl.
Identification and Quantification of Apoptotic β-Cells
The pancreata were removed and fixed in 10% formalin. Apoptotic cells were identified by TUNEL staining using a commercial kit (Roche). The β-cell origin of the apoptosis was verified by combined immunohistochemistry using anti-insulin Ab as described (Suk et al., 2001) . 
Adoptive Transfer of Diabetes
Adoptive transfer of diabetes was conducted as previously reported (Kim et al., 2000) with modifications. Briefly, splenocytes (2 × 10 7 ) from recently diabetic donor mice were infused into the tail vein of 6-to 8-wk-old recipient mice of the same sex 16 h after sublethal irradiation (730 rad). The incidence of diabetes was monitored twice a week after transfer.
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Th1-Th2 Differentiation
Th1 or Th2 differentiation was conducted as previously reported (Avni et al., 2002) with modifications. Briefly, CD4 + T cells prepared from the spleens using a MACS CD4 + T cell isolation kit (Miltenyl Biotech) were stimulated with 5 µg/ml immobilized anti-CD3ε Ab (145-2C11) and 1 µg/ml soluble anti-CD28 Ab (PharMingen) in the presence of 5 ng/ml IL-12 (R&D Systems) and 10 µg/ml anti-IL-4 Ab (11B11) for Th1 differentiation or 1,000 U/ml IL-4 (Endogen), 5 µg/ml anti-IFN-γ Ab (XMG1.2) and 3 µg/ml anti-IL-12 Ab (C17.8) for Th2 differentiation. After 1 d of culture, 50 U/ml IL-2 (R&D Systems) was added to culture for additional 6 d. Cells were then extensively washed, and equal numbers of cells were restimulated with immobilized anti-CD3ε Ab for 1 d. The supernatant was harvested for measurement of IFN-γ and IL-4 secretion by ELISA (R&D Systems).
In Vitro Suppression Assay
The percentage of CD4 + CD25 + Treg cells among total cells was analyzed by FACS as previously described (Jang et al., 2006 T cells using negative-selection method. These cells were labelled with PE-conjugated anti-CD25
Ab plus anti-PE microbeads and passed through magnetic column twice to fractionate The data represent results obtained from two independent experiments.
